QYR301, 1,3-Dimethyl-1H-pyrazole-4-carboxylic acid 4-[2-chloro-3-(3,5-dimethyl-pyrazol-1-ylmethyl)-4-methanesulfonyl-benzoyl]-2,5-dimethyl-2H-pyrazol-3-yl ester, is a novel HPPD-inhibiting herbicide and was evaluated to provide a reference for post-emergence (POST) application under greenhouse and field conditions. The crop safety (180 and 360 g active ingredient (a.i.) ha −1 treatments) experiment revealed that wheat, paddy, garlic and corn were the only four crops without injury at both examined herbicide rates. The weed control efficacy (60 and 120 g a.i. ha −1 ) experiment showed that QYR301 exhibited high efficacy against many weeds, especially weeds infesting paddy fields. Furthermore, it is interesting that both susceptible and multiple herbicide resistant Echinochloa crus-galli (L.) Beauv. and Echinochloa phyllopogon (Stapf) Koss, two notorious weed species in paddy field, remained susceptible to QYR301. Further crop tolerance results indicated that 20 tested paddy hybrids displayed different levels of tolerance to QYR301, with the japonica paddy hybrids having more tolerance than indica paddy hybrids under greenhouse conditions. Results obtained from field experiments showed that QYR301 POST at 135 to 180 g a.i. ha −1 was recommended to provide satisfactory full-season control of E. crus-galli and Leptochloa chinensis (L.) Nees and to maximize rice yields. These findings indicate that QYR301 possesses great potential for the management of weeds in paddy fields.
EC.1.13.11.27)-inhibiting herbicides has been only detected in 2 weed species world-wide 12 . In consideration of target-site-based herbicide resistance and cross-resistance, the newest generation of HPPD inhibitors is clearly the new hope to solve current weed problems 13 . QYR301, 1,3-dimethyl-1H-pyrazole-4-carboxylic acid 4-[2-chloro-3-(3,5-dimethyl-pyrazol-1-ylmethyl)-4-methanesulfonyl-benzoyl]-2,5-dimethyl-2H-pyrazol-3-yl ester ( Fig. 1) , is a novel HPPD-inhibiting POST herbicide developed by Qingdao Kingagroot Chemicals Co., Ltd. and Shandong Agricultural University in 2011 14 . HPPD inhibitors consist of triketones, isoxazoles and pyrazoles. Triketones and isoxazoles are among the most widely used herbicides, such as mesotrione 15 and isoxaflutole 16 . Topramezone, a relatively newer HPPD-inhibiting herbicide, was commercially introduced in 2006 and belongs to new chemical class of pyrazolones 17 . QYR301 also belongs to the chemical class of pyrazolones.
To date, QYR301 has been in registration process for use in China. Considering the diversity of crops and weeds in China, the objectives of this study were (1) to find an applicable crop by determining the efficacy of QYR301 against 31 common weeds and the crop safety for 22 crops in greenhouse conditions, (2) to determine the QYR301-tolerance of 20 safe crop hybrids in greenhouse conditions, (3) to identify the selectivity of QYR301 between a common Chinese safe crop hybrid and common weeds in greenhouse conditions, (4) to characterize the efficacy of QYR301 against resistant weeds in greenhouse conditions, and (5) to evaluate weed control, crop response and paddy yield in field conditions with QYR301 POST.
Materials and Methods
Herbicide formulation. QYR301 (Qingdao Kingagroot Chemicals Co., Ltd, Qingdao, China) with 97% purity was dissolved in a proper volume of acetone as a stock solution. The stock solution was diluted with 1% aqueous solution of Tween-80 (Solarbio Life Sciences, Beijing, China) to obtain the necessary rate for the crop safety, weed spectrum, paddy hybrid tolerance and selectivity index studies. The formulation of 6% QYR301 OD was kindly provided by Qingdao Kingagroot Chemicals Co., Ltd, Qingdao, China. QYR301 (6%OD) and penoxsulam (Daojie ® , 25 g/L OD, Dow AgroSciences, Jiangsu, China) were dissolved and diluted with water to obtain the required application rates for the activity on resistant weeds in greenhouse and field experiments.
Greenhouse experiment design. All the greenhouse experiments were conducted from October 2015
to September 2016 in a controlled greenhouse at Shandong Agricultural University, Tai'an, China (36.20°N, 117.13°E). The greenhouse conditions were maintained as follows: 12/12 h (light/dark) photoperiod achieved with natural light and augmented with supplemental lights (400-W high-pressure sodium lamp, 400 W, Philips, Amsterdam, the Netherlands), 1,400 µmol s −1 m −2 average photosynthetic photon flux density (PPFD) across replications for daytime hours, daytime temperature 23 to 29 °C, night temperature15 to 19 °C, and 75 ± 5% relative humidity. Before planting, crop and weed seeds were immersed in distilled water at 25 °C under a 12-h photoperiod in a growth chamber to accelerating germination (Model RXZ, Ningbojiangnan Instrument Factory, Ningbo, China). After radicals were visible, a proper number of germinated seeds were sown below the soil surface in plastic pots (16-cm -diameter and 13-cm -height) according to the size of crop seeds and seedlings. The soil, with a pH of 6.8 and 1.7% organic matter, was passed through a 3-mm sieve. After emergence, seedlings were thinned to a proper number of plants per pot. The pots were watered as needed to maintain moisture. Seedlings were treated with herbicides using a research track sprayer (Model ASS-4, National Agricultural Information Engineering and Technology Center of China) with a Teejet 9503EVS flat-fan nozzle that delivered a 450 L ha −1 spray of solution at a spray pressure of 275 kPa. All the experiments in the greenhouse were arranged in a randomized complete block design with three replicates and conducted twice.
Crop safety. Crops used in this study are presented in Table 1 . These crops are conventional crops with relatively large planting area in China. Seedlings at the three-to five-leaf growth stage were treated with QYR301 at the rates of 180 and 360 g a.i. ha
, and an untreated control was established for each crop species. Other experimental conditions were the same as described in the greenhouse experiment design. Herbicide damage of the seedlings was visually estimated by independent assessors 21 d after treatment (DAT) using a scale of 0 to 100% (0 = no damage, 100 = total death) 18 . Observation of plant whitening was also recorded to describe treatment performance.
Weed spectrum. Weed species used in this study are presented in Table 2 . These weed species are common weeds investing summer and winter crops fields in China. Seedlings were treated with QYR301 at the rates of 60 and 120 g a.i. ha −1 when they had reached the two-to four-leaf growth stage, and an untreated control was established for each weed species. Other experimental conditions were the same as described in the greenhouse experiment design. At 21 DAT, the shoots were harvested and oven dried at 72 °C for 72 h, and their dry weights were recorded.
Paddy hybrid tolerance. Considering the high crop safety of QYR301 for the tested paddy and its high efficacy against some weeds infesting paddy fields, QYR301 was recommended to be applied to paddy fields. The tolerances of more paddy hybrids were tested here. The paddy hybrids used in this study are on sale in Chinese agricultural market and presented in Table 3 . Six seeds were sown per pot. Seedlings at the three-to five-leaf growth stage were treated with QYR301 at the rates of 180 and 360 g a.i. ha −1 and an untreated control was established for each paddy hybrid. Other details of the experimental design were the same as in the crop safety section.
Selectivity index (SI).
The ratio of the rate that caused a 10% crop growth reduction and the rate that caused a 90% weed growth reduction is the selectivity index 19 The treatments of the paddies and the weeds with the herbicide were conducted simultaneous under the same conditions. Other experimental conditions were the same as described for the greenhouse experiment design. At 21 DAT, the shoots were harvested and oven dried at 72 °C for 72 h, and the dry weights were recorded.
Activity of QYR301 against resistant weeds in paddy.
The activity of QYR301 against two herbicide-resistant Echinochloa Beauv. species, E. phyllopogon and E. crus-galli, which are wide spread in paddy fields, was also characterized in this study. The herbicides doses applied to the susceptible (S) and resistant (R) biotypes of E. phyllopogon and E. crus-galli, known to be resistant from previous testing, are listed in Table 4 . Other experimental design and conditions were the same as in the weed spectrum section. Table 5 .
Experiments were designed as randomized complete blocks with 4 replications with plot areas of 20 m 2 (5 m × 4 m). The treatments included four rates of 90, 135, 180, and 270 g a.i. ha −1 , a single field recommended rate of 30 g a.i. ha −1 penoxsulam, a hand weed control (using a hand hoe at 0, 20, 40 DAT), and a weedy control, resulting in a total of 7 treatments as shown in Table 6 . In wet-seeded rice, water was partially drained from fields, and the POST application was made on June 23, 2017 at JN (cloudy, 18 to 29 °C, light air) and May 10, 2017 at SZS (cloudy, 8 to 27 °C, gentle breeze) when paddy were at the two leaves and one half leaf period. A total spray volume of 450 L/ha was applied with a backpack sprayer (Bellspray Inc., Opelousa, LA) equipped with a single 8002 VS nozzle (Teejet Technologies, Wheaton, IL), and paddies were flooded within 48 hours after application. Rice production systems followed the local common farming practice.
Visual estimates of percent weed control were recorded 20 and 40 DAT using a scale of 0 to 100%, where 0 = no weed control and 100 = complete control. The visual crop injury was evaluated at 3, 5, 10 and 20 DAT using a scale of 0 to 100%, where 0 = no crop injury and 100 = plant death 21 . Rice yields were harvested from in 5 m 2 in each plot and, weighed, and then rice yield was expressed on a per hectare basis.
Statistical analysis. The data from the repeated experiments in the greenhouse were analyzed by analysis of variance (ANOVA) (Version 17.0; IBM Corporation, Armonk, NY). Data were pooled because of the nonsignificant interaction with two repeated experiments, and the means were separated using Fisher's protected least-significant difference (LSD) at the P < 0.05 significance level. All regression analyses were conducted using SigmaPlot software (Version 13.0; Systat Software Inc., CA, USA). The rate-response curves were obtained by non-linear regression using the four-parameter log-logistic response equation 1 Table 3 . Visual injury ratings of trial paddy hybrids treated with QYR301 POST application relative to the nontreated control in a greenhouse study 21 d after treatment (DAT).
a Injury rating scale: 0 = consistent with control treatment, 0-30% = cotyledon and minority of functional leaves showed whitening, except new leaves, 30-60% = cotyledon, minority of functional leaves and newborn leaves showed whitening, 60-100% = majority of the plants showed serious whitening symptoms, some plant even necrosis, 100% = all plants showed whitening symptoms and necrosis. b Significant differences between the two rates P < 0.05 level according to Fisher's protected LSD test. *Significant; NS, not significant. 
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In this model, b is the relative slope of the herbicide dose resulting in 50% growth inhibition (GR 50 ), c is the lower limit and d is the upper limit. The herbicide dose was the independent variable (x), and the growth response (percentage of the untreated control) was the dependent variable (y) in the regression equation. Based on the regression parameters, the GR 10 , GR 50 and GR 90 values for herbicide selectivity were calculated 23 . The SIs of QYR301 were calculated according to equation 2:
where GR 10 is the herbicide dose causing 10% growth inhibition of paddy and GR 90 is the herbicide dose causing 90% growth inhibition of the trial weeds. The data from the field experiments were subjected to ANOVA, and the means were separated using Fisher's protected LSD test at the P < 0.05 significance level.
Data availability. All data generated or analysed during this study are included in its Supplementary
Information files.
Results
Crop safety. Among all the trial crops, wheat, paddy, garlic and corn were the four crops that were not injured, even when treated with QYR301 at the rate of 360 g a.i. ha −1 (Table 1) . However, sunflower, coriander, carrot and radish were seriously necrotic when treated at the rate of 180 g a.i. ha −1 (Table 1) .
Weed spectrum. At the rate of 60 g a.i. ha , the application of QYR301 had a high efficacy (dry weight inhibition >80%) against 6 of the weeds tested in this experiment, including C. bursa-pastoris, C. iria, E. crus-galli, S. nigrum, Chenopodium serotinum L. and E. prostrata, and the number increased to 9 when treated with QYR301 at the rate of 120 g a.i. ha −1 (Table 2) . However, some weed species were not susceptible (dry weight inhibition <20%) to QYR301 even when treated at the rate of 120 g a.i. ha Paddy hybrid tolerance. In the weed spectrum study, the weeds QYR301 have high efficacy against mainly infested the paddy fields. Therefore, a paddy hybrid tolerance experiment was also conducted to further evaluate for the application of this herbicide in paddy fields. QYR301 was found to be safe for most of the 20 tested paddy hybrids under POST application at 180 g a.i. ha −1 in the greenhouse, except Liangyouzao 17 and Liangyou 287, whose herbicide damage scores were 24% and 11%, respectively (Table 3) . However, there were obvious differences on sensitivity to QYR301 between indica and japonica when the paddy hybrids were treated POST at 360 g a.i. ha −1 . For example, no injury was observed for the japonica paddy hybrids, except Yujing6 with only 5% herbicide damage (some japonica hybrid showed whitening at 3 DAT, but all hybrids recovered at about 7 DAT), whereas almost all 10 indica paddy hybrids, especially Liangyouzao17 and Liangyou287 whose injury ratings were at least 53%, were sensitive to QYR301 (Table 3) .
Selectivity index.
According to the results of the paddy hybrid tolerance experiment in the greenhouse, a dose-response study was conducted to confirm the SIs between two paddy hybrids, NJ 28 (japonica) and ZJZ 17 (indica), and eight weed species. Compared with the other eight tested weeds, S. nigrum and C. bursa-pastoris were more sensitive to QYR301 (Fig. 2) . E. phyllopogon was more tolerant than any other weed in the experiment (Fig. 2) . QYR301 was safe for NJ28 and ZJZ17 when applied POST, with SI values of 3.1 to 30.5 ( Table 7) .
Activity of QYR301 against resistant weeds in paddy. QYR301 treatments had equal efficiency against the S, ALS-R and ACC-R biotypes of E. phyllopogon (>93% at 180 g a.i. ha −1 , respectively), whereas penoxsulam had failed to control ALS-R biotypes (0% dry weight inhibition at 15 g a.i. ha ) and cyhalofop-butyl had failed to control ACC-R biotypes with 8% dry weight inhibition at 80 g a.i. ha −1 (Table 4) . Similarly, treatments with QYR301 are equally effective on the S, QR and ALS-R biotypes of E. crus-galli (all 91% dry weight inhibition at 180 g a.i. ha ), whereas, quinclorac and penoxsulam had failed to control the QR biotypes with 32% and 0% dry weight inhibition, respectively (Table 4) .
Field experiment. Significant differences among visual estimates of percent weed control for herbicide treatments were observed in both JN and SZS (Table 6) , and the data were consistent with the results of the greenhouse study to some extent. All weed species were more than 84% controlled by QYR301 at all tested rates increasing from 90 to 270 g a.i. ha , except for L. chinensis, which was only approximately 50% controlled by QYR301 at 90 g a.i. ha −1 . QYR301 treatments controlled E. crus-galli with efficacy greater than 80% at the Shi'zui'shan location, where penoxsulam has failed to control E. crus-galli (Table 6 ). Compared to QYR301 at 20 DAT, a lower efficacy of less than 85% for E. crus-galli was observed with QYR301 application at 90 g a.i. ha −1 at 40 DAT, whereas a higher efficacy of over 92% was observed at 135, 180, 270 g a.i. ha −1 at 40 DAT (Table 6 ). It is worth mentioning that preemergence control for weeds was observed in treatments with application of QYR301.
Bleaching of newly developed tissue occurred when paddy QYR301 was applied at 270 g a.i. ha −1 to paddy fields at the JN location, however, it did not exceed 6% even when the most serious injury occurred at 5 DAT, and the plants recovered completely at 20 DAT (Table 8) .
Compared with the weedy control without herbicide application, the rice grain yields increased as the QYR301 rate increased from 90 to 270 g a.i. ha −1 ( Table 8 ). The QYR301 rate at 270 g a.i. ha −1 resulted in 18.2% and 16.6% yield increases at the JN and SZS locations, respectively (Table 8 ). However, there was no significant difference in rice yield growth rate between treatments with QYR301 application at 180 g a.i. ha −1 and 270 g a.i. ha −1 (Table 8 ). Compared to the hand weeding plots, the weeds in the uncontrolled treatment and the penoxsulam treatment (failed to control) reduced yields by more than 18% (Table 8) .
Discussion
QYR301 is a novel HPPD-inhibiting herbicide, belonging to the new chemical class of pyrazolones. Pyrazolone derivatives have been synthesized for anticancer, antimicrobial, fungicidal and herbicidal activities, and many of them are effective against human pathogens [24] [25] [26] . Topramezone is the first herbicide that belongs to the chemical class of pyrazolones, and it is a selective POST herbicide used in maize crops to control annual grass and broad leaf weeds 19 . Topramezone is an HPPD inhibitor and prevents the biosynthesis of carotenoid that protects chlorophyll molecules from dangerous UV rays and excess light. There is nothing to prevent sunlight from penetrating into the leaves, which results in the photooxidation of chlorophyll molecules. Consequently, the weed turns white and dies 19 . QYR301 presents typical HPPD inhibitor activity 17 , and is a novel member of the HPPD inhibitors of homogentisic acid (HGA) biosynthesis.
According to crop safety experiments, QYR301 has potential to be used in wheat, paddy, garlic and corn fields. Tolerance by cotton, mung been, sorghum, peanut and pepper of QYR301 at 180 g a.i. ha −1 was also observed with new leaves consistent with the control treatment at 21 DAT. However, QYR301 was not safe for many crops tested in this experiment, especially sunflower, carrot and radish. Considering the herbicide residue, QYR301 is not recommended when paddy is in rotation with those crops.
Based on our weed spectrum experiments, QYR301 can effectively control 10 weed species (dry weight inhibition >75% at the rate of 120 g a.i. ha ), including C. bursa-pastoris, C. iria, E. crus-galli, S. nigrum, C. serotinum, E. prostrata, M. vaginalis, Eleusine indica (L.) Gaertn., L. chinensis and E. phyllopogon. Although there are large differences between greenhouse and field conditions, the data obtained in the idealized greenhouse environment could provide application guidance in the field and reflect the real efficacy to some extent. For example, compared to L. chinensis, E. crus-galli was more sensitive to QYR301 in the greenhouse study. In accord with the greenhouse results, E. crus-galli was controlled effectively in the field with the application of QYR301at 90 g a.i. ha −1 (weed control >88%), however, QYR301 had a low efficacy against L. chinensis in field environmental conditions in this study (weed control <55%). Eight of the ten weed species controlled by QYR301 are dominant weeds infesting paddy fields, such as C. bursa-pastoris, C. iria, E. crus-galli, C. bursa-pastoris, L. chinensis, E. prostrata and E. phyllopogon. Although QYR301 had low efficacy against some weeds infesting paddy fields, such as Scirpus juncoides Roxb. and H. yokoscensis, it could be mixed with other herbicides for a broader spectrum of weed control. Besides, paddy was not injured when treated with QYR301 at the tested application rates in the crop safety experiments. Based on these findings, QYR301 is recommended for application in paddy fields. Further study of the tolerance of paddy hybrids showed that indica paddy hybrids were more sensitive to QYR301 compared with japonica paddy hybrids, and it indicating that QYR301 should not exceed the recommended rates (135-180 g a.i. ha ) when used in indica paddy fields. Here, the SI values for NJ28 (japonica), ZJZ17 (indica) and eight common weeds infesting paddy fields were also identified. The more the SI increases over 1.0, the more selective the herbicide is between the crop and the weeds 27 . According to the report by Bartley, an herbicide can be safely used on a crop when the SI value is greater than 2.0 28 . Thus, QYR301 was safe for NJ28 and ZJZ17 while effective against S. nigrum, C. bursa-pastoris, L. chinensis, E. prostrata, E. crus-galli, M. vaginalis, C. iria and E. phyllopogon when applied POST with SI values ranging from 3.1 to 30.5. Nevertheless, the present study had only evaluated the safety for 20 paddy hybrids. Paddy hybrids in China are numerous and have a wide and complex distribution in different regions. The sensitivity of more paddy hybrids to QYR301 will be evaluated to define the application range of rice hybrids in further experiments.
Especially, we found that QYR301 exhibits high efficacy against E. crus-galli, one of the worst weeds infesting paddy fields throughout the world due to the difficulty of controlling it 29 . The emergence of E. crus-galli as a problematic weed is due to its prolific seed production, its competitiveness and its use of the C 4 photosynthetic pathway 30, 31 . E. crus-galli can reduce rice yield by 30% and even cause crop failure if left uncontrolled. Many herbicides have been intensively used in most countries, which has resulted in the rapid evolution of herbicide resistance in E. crus-galli 32, 33 . Although E. crus-galli and E. phyllopogon have been reported to be resistant to propanil 34 , quinclorac 35 , ALS inhibitors 36, 37 , and/or ACCase inhibitors 38, 39 , both were very susceptible to QYR301. We also observed that QYR301 had great efficiency against the S, ALS-R, ACC-R and quinclorac-R biotypes of E. phyllopogon and E. crus-galli. However, more attention should be paid to prevent or delay the occurrence of resistance to QYR301 and other HPPD inhibitors, especially in E. crus-galli. It is essential to reduce the herbicide selection to prevent or delay the occurrence of resistance by increasing crop diversity, natural biological controls, alternating between PRE and POST herbicide application, and rotating herbicide sites-of-action and mixtures 40 . QYR301 had good efficiency against L. chinensis with POST application at a rate of 135 g a.i. ha −1 , although it failed to control L. chinensis at rate of 90 g a.i. ha −1 , which was consistent with the results of the greenhouse study. Meanwhile, the efficiency of QYR301 at rate of 90 g a.i. ha −1 against E. crus-galli had a relatively lager decline at 40 DAT compared to 20 DAT, and there may be a need for a second application in later field management. As seen in the greenhouse study, QYR301 had equally satisfactory efficacy against susceptible and penoxsulam-resistant biotypes of E. crus-galli. Slight injury to the paddy occurred at the JN location when the paddy was treated with QYR301 at a rate of 270 g a.i. ha . Several instances of HPPD inhibitor phytotoxicity have been reported, such as high use rate 41 , application time 42 and varied susceptibility of crop hybrids to herbicides 43 . Some environmental factors such as wet and cold conditions can also result in crop injury by HPPD inhibitors 44 . The slight and temporary injury to the Tiyou267 paddy observed in this study may be related to the susceptibility of the paddy hybrid itself. More paddy hybrids should be tested in further research to define the lowest rate at which injury to different paddy hybrids occurs. All the tested QYR301 rates increased the rice yields; however, the paddy treated with QYR301 at 270 g a.i. ha −1 produced yields similar to those of the paddy treated with QYR301 at 180 g a.i. ha −1 . All the facts taken together suggest that 135 to 180 g a.i. ha −1 of QYR301 is recommended according to our study. Although hand weeding has the highest rice yields among seven treatments, it is economically unjustifiable because of the labour requirement and cost 45, 46 , and a combination of hand weeding and chemical control may result in economical and efficient weed control in paddy fields.
In conclusion, results obtained from both the greenhouse and field experiments revealed that QYR301 has good potential for weed control in paddy production system as a selective POST herbicide. Benzobicyclon and mesotrione cause significant damage to paddy depending on hybrids 47, 48 and weeds are rapidly evolving resistance to multiple herbicides with various modes of action, such as propanil, quinclorac, ALS inhibitors, ACCase inhibitors and PSII inhibitors. With those challenges, QYR301, a novel HPPD-inhibiting herbicide, may be an effective and safe chemical agent to manage the herbicide resistance of some weed species in paddy fields. 
